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G2/M arrest

Pancreatic ductal adenocarcinoma (PDAC) is an aggressive cancer. To identify
effective anti-cancer drugs for PDAC, we established a screening system based on spheroid
formation. We found that indirubin 3"-oxime (Indox) and 5-methoxyindirubin 3"-oxime (5MeOlndox)
inhibited PDAC cell proliferation. Furthermore, PDAC xenograft growth was also inhibited in BALB/c
nu/nu mice after administration of Indox and 5MeOlIndox. Both phosphorylated CDK1 and cyclin Bl
levels in PDAC cells were significantly reduced by treatment with Indox and 5MeOIndox in vitro and
in vivo. Cell cycle analysis revealed that 5MeOlIndox, but not Indox, induced G2/M arrest. Annexin
V-propidium iodide double-staining analysis demonstrated that Indox induced abundant non-apoptotic
cell death of PDAC cells, while 5MeOlndox predominantly induced early apoptosis. These results
suggest that one mechanism of 5MeOIndox is to induce G2/M arrest of PDAC cells via inhibition of

CDK1/cyclin Bl levels, thereby leading to apoptosis.
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